Synaptic vesicles were purified as in Farsi et al. (2018) 1 . The size of murine adrenal gland at P0 is ~0.5-1mm in diameter, with the chromaffin cell containing adrenal medulla constituting only a fraction of the gland tissue. In addition, endophilin TKO mice are lethal at birth and come in a 1:4 ratio, making this task even harder. Therefore, LDCVs could not be purified from newborn mice due to technical limitations. Instead, LDCVs purified from the medulla of two bovine adrenal glands were used 2 . Protein concentration of SV and LDCV samples was determined using Pierce BCA Protein Assay Kit and following the manufacturer's instructions.
3 images were acquired using Zeiss LSM 800 laser scanning confocal microscope. The actin staining was analyzed by ImageJ PLASMaCC macro reported in Kurps et al. (2014) 5 . Supplementary Figure 1 showed the presence of all three endophilins' mRNAs (N=3, mice WT (7) and TKO (6) for endophilin 1 and 2; N=3, mice WT (7) and TKO (5) for endophilin 3) . (b) Representative Western blot analysis of adrenal gland lysate blotted with anti-endophilin 1, 2 and 3 antibodies. Endophilin 3 could not be detected in the adrenal gland homogenate (~40 µg), although it could be detected in the same amount of WT brain sample. Blot was selected from one out of three experiments yielding almost identical results. (c-d) Colocalization analysis of CgA with endophilin 1 (N=3, 4 mice: WT (42 cells) and 3 mice: TKO (17 cellsnote that most TKO cells did not have any detectable endophilin 1 signal)), or endophilin 2 (N=3, WT 4 mice (40 cells) and TKO 3 mice (14 cells -note that most TKO cells did not have any detectable endophilin 1 signal)) respectively, was performed in WT and endophilin TKO cells as detailed in Methods and plotted as mean (central line) and min to max whiskers (note that the accidental colocalization was subtracted given the high abundance of both signals, resulting in negative correlation in some endophilin TKO cells). (e) Double-log plot of time vs. the pool size of the RRP showed correlation and suggested that the faster fusion kinetics and lower amplitude may not be two phenotypes, but one (data from Figure 1 
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Supplementary Figure 9. Model of endophilin's and intersectin's role in exocytosis.
Endophilin is present on at least some neurosecretory vesicles and has a role in vesicle recruitment, priming, and fusion. It can also regulate intersectin localization, possibly to ensure that intersectin acts only at the optimal location and time. (Left) Without endophilin, intersectin mislocalizes to the plasma membrane, so its reported role in exocytosis is likely altered in endophilin TKO cells. (Right) We propose that endophilin and intersectin act in tandem to stimulate the recruitment of secretory vesicles to the plasma membrane and their site of release, expectedly through modulation of the actin network. In addition, endophilin and intersectin may stabilize the SNARE complex between the vesicular VAMP2/synaptobrevin-2 and plasma membrane-resident SNAP25 and syntaxin-1. We also propose that once recruited to the plasma membrane, endophilin and intersectin do not dissociate after exocytosis but take part in the subsequent endocytic steps. As such, endophilin and intersectin act as a scaffold that couples exocytic and endocytic events.
In addition to data presented here, this model is supported by a number of reports [6] [7] [8] [9] [10] [11] [12] [13] [14] [15] .
